Well number 1 is marked with a red marker. The foil top can be pierced with a pipet tip to add DI water for resuspending the sample. We recommend resuspending in 100 µl water, and transfering the resuspended sample to another labelled tube for more permanent storage. Standard heat shock or electroporation transformation techniques can be used to introduce the plasmid into E. coli cell lines. Samples were dried down from 10 µl of TE 10:0.1, so the solution will contain small amounts of Tris and EDTA. For electroporation, it might be necessary to further dilute or dialyze the samples to avoid arcing. Our standard strain for cloning is the Invitrogen library efficiency chemically competent DH5α strain, catalog number 18263-012. All constructs are based on a pUC18 backbone, and are high copy number and ampicillin resistant. We grow strains in Difco LB Lennox broth or agar with 100 µg/l of ampicillin (Sigma A0166).
Expression of the lacZα gene can best be seen on Sigma S-gal plates, which provide a marked improvement over X-gal plates.
Note that the DH5α strain does not express LacI. Controlled expression of LacI should be done with a construct providing LacI or in a lacI q strain such as XL1-Blue.
Much of the power of these assembly techniques arise from a consistent, widely available set of components. We strongly encourage others who develop components in this form to contact us with complete information and samples, if possible. We volunteer to act as a community coordination and distribution point for these components as they are developed. If you have components which you believe are useful but not in this form, we may, in many cases, be interested in doing the work necessary to cast them into standard component form.
We are working to develop licenses which would encourage widespread free distribution of DNA components, sequences, and documentation and intend those licenses, as developed, to apply to these components and assembly strategies.
